Localization of T7-Dab2 mutants Fixed HeLa cells were permeabilized and stained with antibodies to T7 and α-adaptin. The adherent surface of the cell is shown. Nuclear T7 staining is non-specific background. Scale bar is 10µm.
Figure S2
The µHD of FCHO2 is required to direct it to clathrin-coated pits HeLa cells were transfected with GFP-tagged FCHO2 fragments, permeabilized, and stained for AP2. Shown is the adherent surface of the cell. Scale bar is 10µm.
Figure S3 Depletion of EH domain proteins does not affect Dab2-FCHO2 binding
HeLa cells were transfected with two rounds of siRNA for Eps15/15R or Eps15/15R+ITSN1/2. Cells were also transiently transfected with DNA for T7-Dab2 and GFP-FCHO2. Cells were lysed and subjected to immunoprecipitation with antibodies to T7. 
Figure S6 Effect of FCHO1+2 siRNA on LDLR and TfnR endocytosis with a 4°C pre-incubation
HeLa-miniLDLR cells were transfected with FCHO1, FCHO2, FCHO1+2, or CHC siRNA or buffer control on days 1 and 3, and endocytosis was measured on day 5. Cells were given antibody against HA (A) or TfnR (B) and incubated for 1 hr at 4°C. Cells were then placed in a 37°C waterbath and allowed to internalize for 2 min. Values shown are means +/-standard error for at least three experiments. Images are z-stack projections. Scale bars are 20 µm. *, P-value < 0.05 by Student's t-test. In neither case were FCHO2 and FCHO1+2 cells significantly different from one another.
Figure S7
Additional depletion of Dab2 or AP2 with FCHO1+2 does not further decrease LDLR endocytosis with a 4°C pre-incubation HeLa-miniLDLR cells were transfected with combinations of FCHO1, FCHO2, Dab2, and AP2 siRNA or buffer control. Cells were given antibody against HA and incubated for 1 hr at 4°C. Cells were then placed in a 37°C waterbath and allowed to internalize for 2 min. Images are zstack projections. Scale bar is 20 µm. 
